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Based on NASA-type irreversible inhibitors for HDM2, we also prepared their analogs
containing an alkyne in the Nutlin ligand moiety as detection tag and evaluated their reactivities
for HDM2 N-terminal domain expressed in live cells. In this experiment, HA-HDM?2,.1,5, in
which the original N-terminus is masked with a HA tag, and HDM2,.»5 with a Y67F mutation
were transiently expressed in HEK293T cells. It was revealed that the modification site
specificity and reaction efficiency differed depending on the spacer structure. Notably,
compound 6 that did not react at all with the purified HDM2,.;»s, site-specifically labeled the
N-terminus of intracellular HDM2, indicating that the spatial configuration of the N-terminus
is significantly different between purified HDM2 and intracellular HDM2. We then examined
the labeling of endogenous HDM2 (full-length), which showed that compound 5 was the most
selective for endogenous HDM2.
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